. Transfer of Human Chromosome 10 into CTL Cells Extinguishes DHS 1 (A) Map of the region showing the location of restriction sites and probe used in the analysis. (B) MDHA analysis of 26 kb spanning the ADAMTS14 promoter proximal region before chromosome transfer (Fibroblast) and after transfer (CTL(10)). Figure S2 . Alignment of DHSs in the PRF1 Locus Relative to Conserved Noncoding Sequences The experimentally determined location of all DHSs identified in the PRF1 locus using MDHA in both fibroblasts and the CTL model were positioned on a VISTA conservation plot. Sequences from the human genome (chr10: 71,900,000-72,130,000; May 2004 release) aligned with those from the mouse and dog genomes were retrieved through the VISTA browser interface (http://pipeline.lbl.gov/cgi-bin/gateway2) (Mayor et al., 2000) . The histogram highlights regions in a 100 bp sliding window with sequence identity of >50%; non-coding regions with >70% sequence identity are shaded pink and represent conserved non-coding sequences (CNS); coding regions are shown in dark blue and untranslated sequences are indicated in light blue. DHSs are indicated with vertical arrows and are color coded according to their specificity with regard to expression of ADAMTS14, PRF1 and PALD. (B) DHSs 4-8 were deleted by homologous recombination using 50 bp homology arms (5'H, 5'-GGCAATTTCTTGAAATAAAACAACCATGAAATTGGCCATATCGATTAACT-3'; 3'H, 5'-AACAAACAAACAAAAAAAGAGGTGGGACCAGGTGGCACTTTTAAGAGGTG-3') surrounding an frt recombination sequence flanked kanamycin r cassette. Agarose gel analysis (right) of PCR reactions using primers separated by 26 kb (black bars, 1) on the wild type BAC verified targeted replacement of DHSs 4-8, and subsequent removal of the kanamycin r cassette after transient FLP recombinase expression; primers specific to the kanamycin r gene and PRF1 sequences confirmed precise targeting (black bars 2). The ∆DHS 4-8 construct was transfected into the CTL cell-line and G418 r clones were identified as transgenic by PCR. (C) Genomic DNA from three G418 r clones (A-C) that stably maintained the ∆DHS 4-8 transgene, three representative clones carrying the wild type DHS 2-19 transgene (A-C) and the parental CTL cells (CTL) was digested with Pac I, resolved by FIGE, Southern blotted and sequentially hybridized with human and mouse perforin specific probes. After correction for DNA content per lane based on the signal from the endogenous mouse gene, transgene copy numbers were calculated by comparison to genomic DNA from CTL(10). The table lists the probes utilized for MDHA, and the DHSs they displayed in HA(10)A cells prior to chromosome transfer and in CTL(10) cells after chromosome transfer. DHSs previously identified in a NK cell-line (YT) and a CD4 + helper T-cell line (Jurkat) are also shown for reference (Pipkin and Lichtenheld, 2006) . The MDHA determined map location of DHSs are distances in kilobases (kb) relative to the transcription initiation site of PRF1 (set to +1 bp) (Lichtenheld and Podack, 1989) . Those shown in bold are interpreted to correspond to the same DHSs in all four cell-types. Asterisks highlight DHSs 4 and 5 that were mapped to -55 and -52 kb in this report, but which collectively correspond to a broad DHS in HA(10)A cells previously reported at -58 kb. In addition, DHSs 4, 6, and 7 were mapped to -55, -49, -39 kb in CTL(10) and are interpreted to correspond to the DHSs in YT cells previously reported at -58, -49, and -44 kb (Pipkin and Lichtenheld 2006) . The apparent differences most likely relate to poor resolution of this region when it was previously analyzed with probe 1 across a 78 kb Pac I fragment. In this study, the region was re-analyzed under higher resolution by probe 1 in HA(10)A and CTL(10) cells. However, the exact correspondence of the DHSs previously detected in YT and Jurkat cells, relative to those mapped in the CTL (10) cells here, has not been confirmed by direct side-by-side comparison under the same resolution used in this report. For experiments here, the average variability for mapping the same DHS in two independent experiments was within +/-2.2% of the size of the germline fragment (see methods from Pipkin and Lichtenheld, 2006) .
